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The function of the nervous system depends on the integrity of synapses and the patterning of electrical
activity in brain circuits. The rapid advances in genome sequencing reveal a large number of mutations
disrupting synaptic proteins, which potentially result in diseases known as synaptopathies. However, it is
also evident that every normal individual carries hundreds of potentially damaging mutations. Although
genetic studies in several organisms show that mutations can be masked during development by a
process known as canalization, it is unknown if this occurs in the development of the electrical activity in
the brain. Using longitudinal recordings of primary cultured neurons on multi-electrode arrays from
mice carrying knockout mutations we report evidence of canalization in development of spontaneous
activity patterns. Phenotypes in the activity patterns in young cultures from mice lacking the Gria1
subunit of the AMPA receptor were ameliorated as cultures matured. Similarly, the effects of chronic
pharmacological NMDA receptor blockade diminished as cultures matured. Moreover, disturbances in
activity patterns by simultaneous disruption of Gria1 and NMDA receptors were also canalized by three
weeks in culture. Additional mutations and genetic variations also appeared to be canalized to varying
degrees. These ﬁndings indicate that neuronal network canalization is a form of nervous system plas-
ticity that provides resilience to developmental disruption.
This article is part of the Special Issue entitled ‘Synaptopathy e from Biology to Therapy’.
© 2015 The Authors. Published by Elsevier Ltd. This is an open access article under the CC BY license
(http://creativecommons.org/licenses/by/4.0/).1. Introduction
Although large-scale human genome sequencing has identiﬁed
hundreds of mutations causing brain disorders, all normal human
individuals express a large number of highly damaging deleterious
variants and disease-relevant mutations (Sulem et al., 2015; Xue
et al., 2012). This raises the intriguing question: how does ther Clinical Brain Sciences, The
th), am380@st-andrews.ac.uk
nkomiya2@staffmail.ed.ac.uk
elopment and Neuroscience,
mbridge CB2 3EG, UK.
, University of St Andrews, St
, The University of Edinburgh,
r Ltd. This is an open access articlebrain maintain normal function in the presence of these muta-
tions? Almost 70 years ago, Conrad Waddington recognised that
mutations were masked during development and introduced the
concept of ‘canalization’ to describe this inherent robustness
(Waddington, 1942). Waddington developed the concept of cana-
lization to describe themeans bywhich developmental systems are
channelled along a pathway or trajectory to their mature form.
Deviations from this trajectory, caused by genetic or environmental
perturbations, are diminished or canalized into developmental
channels that lead to the ﬁnal developed organism. Canalization
not only allows organisms to develop and function normally in the
presence of mutations but also hides genetic diversity in a popu-
lation of phenotypically similar organisms, until it is unmasked by
conditions of environmental stress and generates phenotypic di-
versity (Siegal and Bergman, 2006). Canalization is a self-
organizing property of complex systems that is fundamentally
different to homeostasis. Homeostasis maintains the stability of
systems (using negative feedback) and canalization channels theunder the CC BY license (http://creativecommons.org/licenses/by/4.0/).
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been recently studied in bacteria (Maisnier-Patin et al., 2005), yeast
(Deutscher et al., 2006; Wagner, 2000) and Drosophila (Rutherford
and Lindquist, 1998), little is known about its role in neural systems
of vertebrates.
Cultured rodent primary neurons have been used extensively to
study homeostatic mechanisms regulating neuronal excitability
and ﬁring patterns. It has been shown that networks of neurons
stabilize their ﬁring patterns in the face of environmental changes
(Slomowitz et al., 2015). In hippocampus and cortex primary
neuronal cultures from rodents, network synchrony can be per-
turbed by pharmacological manipulations, but typically returns
over the course of hours (Kaufman et al., 2014).
To our knowledge there has been no direct experimental evi-
dence showing canalization of mutation in the development of
bursting and ﬁring patterns in neural circuits. In the course of
developing an in vitro assay for the purposes of studying the impact
of disease-relevant mutations on neuronal circuits (MacLaren et al.,
2011) we unexpectedly observed evidence for canalization. We
monitored the activity of developing neural circuits, from birth to 4
weeks of age, in a tissue culture chamber where a 59 electrode
array (MEA, Multi-electrode array) was overlaid with primary cul-
tures of mouse hippocampal neurons. Using this approach, we have
previously correlated longitudinal recordings of ﬁring patterns and
synchronization in neuronal networks with underlying changes in
gene expression (Valor et al., 2007) and characterized differences in
the network activity proﬁles of hippocampal versus cortical neu-
rons (Charlesworth et al., 2015). Here we report experiments with
mutations in these assays, using primary cultures from mice car-
rying knockout mutations in a glutamate receptor subunit, and
multiple post-synaptic scaffolds and signalling proteins.
2. Materials and methods
2.1. Preparation of multi-electrode arrays
On the day of plating, planarmulti-electrode arrays (59 titanium
nitride electrodes, 30 mm-diameter, 200 mm-spacing, internal
reference electrode; MultiChannel Systems, Fig. S1) were sterilized
in a plasma cleaner (Diener Electronic). The central-most portion of
the culture compartment was treated with an 8 ml drop of poly-D-
lysine (Sigma) (0.5 mg/ml), washed with 8 ml sterile water, then
coated with a 4 ml drop of ice-cold 1 mg/ml laminin (Invitrogen).
30 ml of full Neurobasal medium was dispensed round the perim-
eter of the culture compartment of the MEA prior to the laminin
coating step. MEAs were ﬁtted with a sterile, gas-permeable/water
vapour-impermeable lid (Potter and DeMarse, 2001) and placed in
an incubator (37 C; 5%CO2/95% air; humidiﬁed) until required for
plating.
2.2. Primary neuronal cultures
Primary cultures of dissociated hippocampal neurons were
prepared from embryonic day (E) 17e18 mice. Pregnant mice from
timed matings were killed by cervical dislocation and embryos
were removed and decapitated before dissecting hippocampi from
embryonic brains, keeping tissues submerged in ice-cold Dulbec-
co's phosphate buffered saline (DPBS) (Invitrogen) containing 1% v/
v penicillin/streptomycin solution (Invitrogen). For wild-type or
null mutants, hippocampi from multiple embryonic brains were
pooled. Following incubation at 37 C in 10 units/ml papain
(Worthington) for 22 min, hippocampal tissue was disaggregated
by reverse pipetting in pre-warmed suspension medium (Dulbec-
co's Modiﬁed Eagle's Medium/F:12 (1:1) containing 10% v/v foetal
bovine serum and 1% v/v penicillin/streptomycin solution). This cellsuspension was centrifuged at 400  g for 3.5 min, the pellet re-
suspended in fresh suspension medium, and centrifuged a second
time at 400  g for 3.5 min. The ﬁnal pellet was resuspended
(100 ml/pair hippocampi) in pre-warmed full Neurobasal medium
(Neurobasal, B27 supplement, 500 mM L-glutamine, 1% v/v peni-
cillin/streptomycin solution). Cell yield was counted using a hae-
mocytometer before seeding 2  105 cells (typically equating to
around 30 ml of cell suspension) in the centre of multi-electrode
arrays (prepared as described above) containing 600 ml full Neu-
robasal medium. Zero-evaporation lids were reﬁtted and the MEAs
housed in tissue culture incubators maintained humidiﬁed at 37 C
and 5% CO2/95% air. At 3e4 DIV, cultures were fed by replacing
200 ml medium with pre-warmed fresh full Neurobasal medium.
Cultures were subsequently fed using the same method after each
recording, equating to a one third medium change twice per week.
Where cultures were chronically treated with APV (50 mM), this
was added when cultures were fed after recording at 7 DIV, and
then maintained at this concentration with subsequent feeds.
24 h post-plating, MEAs were placed on an inverted microscope
with heated stage (Axiovert 200; Zeiss) and photographed through
a 32 phase objective at 5 different ﬁelds of view (Fig. S1b). To
conﬁrm similar numbers of adherent cells between preparations,
automated cell counting of these images was performed using a
pipeline designed in CellProﬁler (Carpenter et al., 2006). After
completion of time-courses, cells were trypsinated, pelleted as
described above in DMEM/F-12/FBS and resuspended in Wizard SV
lysis buffer (Promega) for conﬁrmatory genotyping by PCR.
2.3. Mouse lines
All procedures were performed in accordance with the United
Kingdom Animals (Scientiﬁc Procedures) Act 1986. The mouse lines
used in this study were as follows:
Wild type
C57BL/6-Tyrc-Brd (C57; albino C57BL/6), 22 cultures, 76 MEA
platings
129S5/SvEvBrd (129S5), 13 cultures, 53 MEA platings
Mutant lines (homozygous null breedings)
Gria1, (C57 background (Zamanillo et al., 1999)), 15 cultures, 68
MEA platings
Arhgap32, (C57 background), 3 cultures, 26 MEA platings
Dlg2, (C57 background (McGee et al., 2001)), 10 cultures, 71MEA
platings
Gnb1, (129 background), 3 cultures, 26 MEA platings
Dlg4, (129 background (Migaud et al., 1998)), 10 cultures, 40
MEA platings
Dlg3, (129 background (Cuthbert et al., 2007)), 9 cultures, 52
MEA platings
Sipa1l1, (129 background), 5 cultures, 41 MEA platings
We conﬁrmed that the divergent genetic backgrounds of the
two wild-type strains used in this study exerted no detectable in-
ﬂuence on the electrophysiological parameters measured (see
Fig. S6).
2.4. Multi-electrode array recording
Multi-electrode arrays and all data acquisition hardware and
software were from MultiChannel Systems (Reutlingen, Germany).
Pairs of MEAs were interfaced with duplex 60 channel ampliﬁers
and 15 min recordings of spontaneous action potentials were made
twice per week during the four weeks following plating. MEAs
were heated and kept under a light ﬂow of 5% CO2/95% air during
recordings. Signals were digitized with a 128-channel analogue/
digital converter card at a rate of 25 kHz and ﬁltered (100 Hz High
pass) to remove low frequency events and baseline ﬂuctuations.
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ﬁxed level of 20 mV, which typically approximated to 6e8 stan-
dard deviations from the baseline noise level. Record samples (1 ms
pre- and 2 ms post-crossing of threshold) conﬁrmed the charac-
teristic action potential waveform. Application of tetrodotoxin
(TTX, 1 mM) totally abolished spiking activity, conﬁrming the
absence of false positive event detection using these methods.
Network activity was also silenced by acute co-application of APV
(50 mM) and DNQX (20 mM) conﬁrming it was predominantly
mediated by glutamatergic neurotransmission (see Fig. S4).
Furthermore, Gria1/ cultures showed a diminished capacity to
generate “network spikes” (see below and Fig. S3) suggesting a
requirement for fast glutamatergic neurotransmission for network-
wide communication. Spikes were not sorted to distinguish signals
generated by individual neurons, and as such represent multiunit
activity (see Fig. S5).
2.5. Data analysis
2.5.1. Spike train extraction and burst detection
Action potential timestamps were extracted using batch scripts
written for NeuroExplorer (Nex Technologies, Littleton, MA) and
analysed using custom-written software developed in the R sta-
tistical programming environment (R Core Team, 2014) to compute
parameters that quantitatively describe network activity. Full de-
tails of these analysis methods, including scripts accompany an
earlier paper (Charlesworth et al., 2015). All spike trains analysed in
this paper are freely available from the CARMEN portal (https://
portal.carmen.org.uk; see Supplementary Information for access
details).
A burst-detection algorithm similar to the “max interval
method” used in NeuroExplorer was implemented to classify trains
of action potentials with these characteristics as bursts. This
method parses a spike train into bursts based on various thresholds
for the interspike interval (ISI) between spikes starting and ending
a burst, plus thresholds for deciding when to merge bursts. The
principal parameters used in this analysis were: Minimum inter-
spike interval between bursts ¼ 800 ms; min spikes/burst ¼ 6; min
burst duration ¼ 50 ms.
For each 15 min recording, the following network parameters
were initially calculated:
2.5.2. Total spikes
The sum of the total number of spikes detected by all electrodes
in each recording.PES ¼Wild type lower confidence intervaleMutant upper confidence interval
Wild type median
PES ¼Mutant lower confidence intervaleWild type upper confidence interval
Wild type median2.5.3. Network size
The total number of electrodes recording bursting activity at a
rate greater than 1 burst per minute.2.5.4. Percentage spikes in bursts
The percentage of spikes organized within bursts.
2.5.5. Burst pattern
The coefﬁcient of variation of the inter-burst interval (CV IBI),
which provides ameasure of the temporal regularity of activity. The
intervals between bursts of spikes are averaged across the whole
recording for each electrode. From this list of values, a coefﬁcient of
variation is calculated, with higher values reﬂecting a lack of tem-
poral structure to activity and values closer to zero indicating
temporal organization.
2.5.6. Burst duration
The average duration of the bursts detected (in seconds), as
classiﬁed by the burst-detection algorithm described above.
2.5.7. Burst rate
Represented perminute, the rate at which bursts occur averaged
across all active electrodes.
2.5.8. Correlation index
Correlation index measures the coincidence of spikes in each
electrode pair (maximum 1711) of the array, based on the method
described in Wong et al. (1993).
2.5.9. Network spikes
For Gria1/ cultures we also performed an exploratory analysis
of network-wide events: “Network spikes” essentially average the
spiking activity across all active channels into one merged channel
(Eytan and Marom, 2006). Spike times across all channels are
binned into small intervals (3 ms in the present study) and then the
population trace is examined to ﬁnd peaks of activity when the
number of active electrodes exceeds a threshold, set in this study to
10 electrodes.
2.6. Statistics
Conﬁdence intervals (2.5%, 97.5%) for the network parameters
were calculated by bootstrap resampling (with replacement) using
a script written in R. P values were then calculated by T test to the
mean of the bootstrap distribution.
To weight differences observed in proportion to their statistical
signiﬁcance, at each time-point, for the network parameters
described above (except network spikes), phenotypic effect size
(PES) was calculated as:Or for changes of opposite directionality:In cases where the conﬁdence intervals of wild-type andmutant
overlapped, PES gave a negative value, whichwas treated as zero for
the purposes of calculating the total phenotypic effect size (PEStotal):
Fig. 1. Overview of experimental system and example results. A. Example phase contrast micrograph of primary dissociated embryonic hippocampal neurons on a multi-electrode
array. Scale bar ¼ 0.2 mm. B. Example raster plots showing 60 s of activity from the ﬁrst 10 channels of recordings made at 7 days in vitro (DIV) (immature culture) and 21 DIV
(mature culture). C. Developmental trajectories (between 7 DIV and 24 DIV) of the core ﬁring and network parameters recorded longitudinally in this study, for the pooled WT
dataset. Solid red lines denote the bootstrap mean and dashed red lines show ±2.5% conﬁdence intervals (see Materials and Methods). Total spikes reports the sum of spikes
recorded on all MEA channels throughout 15 min recording epoch. Burst rate is the mean number of bursts detected per minute (see Materials and Methods for details of the burst
detection algorithm used). Network size is the number of electrodes detecting >1 burst per minute. % spikes in bursts is the percentage of individual spikes that occurred within
bursts and burst duration is the mean duration of bursts in seconds. CV of IBI is the coefﬁcient of variation of the inter burst interval. (For interpretation of the references to colour in
this ﬁgure legend, the reader is referred to the web version of this article.)
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To measure the impact of mutations on developing networkactivity, longitudinal recordings were made from multi-electrode
arrays (Figs. 1A and S1). Primary cultures of dissociated mouse
embryonic hippocampal neurons were plated on arrays and re-
cordings were made of spontaneous network activity from each
culture twice per week for 3e4 weeks. Several network parameters
were derived from the resultant spike patterns and used to
Fig. 2. Comparison of developmental proﬁles of network activity parameters in Gria1/ and wild-type (WT) cultures. In all graphs, the solid lines denote mean values and dashed
lines denote 97.5% conﬁdence intervals of the mean assessed by resampling (see Materials and Methods). Gria1/ data are plotted with red lines and WT data with black lines. A.
Total spikes recorded from all active electrodes during each 15 min recording. B. Percentage of spikes recorded that were contained within bursts. C. The mean duration, in seconds,
of bursts detected. D. Network size, deﬁned as the number of electrodes in each recording with a burst rate >1 min1. E. CV of IBI, the coefﬁcient of the interburst interval. F. Burst
rate, the mean number of bursts per minute. (For interpretation of the references to colour in this ﬁgure legend, the reader is referred to the web version of this article.)
P. Charlesworth et al. / Neuropharmacology 100 (2016) 47e55 51construct developmental time courses of network activity levels,
burst patterns and network synchrony. Phenotypes of wild-type
(WT) networks were compared with those derived from mice
carrying mutations in neurotransmitter receptor subunits, scaf-
folding proteins and other signalling molecules. The phenotypic
effect size (PES) was monitored for each mutation across devel-
opment enabling us to determine the overall magnitude of the
mutant phenotypes, and also whether these changed with age.
MEA recordings from hippocampal neurons in culture are
initially electrically silent and over four weeks (representing the
normal maturation time course in vivo) generate highly patterned
spontaneous activity (Fig. 1B). A stereotypical developmental pro-
ﬁle of two broad phasese growth and stabilizatione is observed in
the activity patterns quantiﬁed using six parameters that describe
spiking, bursting and network synchrony (Fig. 1C). The transition
between the growth and stabilization phase occurs around 14 days
in vitro (DIV) (Fig. 1C). The mature, stabilized cultures show highly
synchronized activity (Fig. 1B and C) including prominent theta
bursting (Fig. S2). Of the six parameters, three (network size, spikes
in bursts, burst pattern) showed greatest change during the growth
phase and were stable thereafter, whereas total spikes and burst
rate increased over 21 days to the mature stable level (Fig. 1C) inaccordance with previous observations (Valor et al., 2007).
Using this system we initially studied a homozygous knockout
mutation in Gria1 (Gria1/) (Zamanillo et al., 1999), which is a
major subunit of the AMPA receptor (AMPA-R) and expected to
have a robust phenotype since it plays a central role in synaptic
transmission and plasticity (Huganir and Nicoll, 2013). Multiple
network parameters were indeed disrupted by DIV10, most notably
the percentage spikes in bursts (Fig. 2B), network size (Fig. 2D) and
the CV of IBI (coefﬁcient of the interburst interval) (Fig. 2E).
Furthermore, a substantially-reduced incidence of network spikes
(synchronous ﬁring at >10 electrodes) was observed in Gria1/
cultures (Fig. S3). Overall spike activity was also reduced (Fig. 2A).
The disruption to these parameters largely reﬂects the reduced
tendency for network activity in Gria1/ cultures to be structured
in bursts. Intriguingly however, as cultures matured, a number of
these mutant phenotypes progressively disappeared. We quanti-
ﬁed the differences betweenmutant andWTcultures by calculating
a phenotypic effect size (PES) for each parameter and timepoint.
PES of the four most disrupted parameters at DIV10-14 (spikes,
network size, pattern, burst spikes) progressively returned to
control values by DIV25 (Fig. 3A, left panel; Table S2). As a measure
of overall phenotype effect size, we summed individual network
Fig. 3. Disrupted network synchrony during development of Gria1/ cultures is mimicked by chronic NMDA receptor blockade and reduced at maturity by NMDA-receptor in-
dependent mechanisms. A. PES (phenotypic effect size) comparison between wild-type cultures and Gria1/ cultures (see Materials and Methods for calculation). Left panel shows
PES for individual network parameters (see Materials and Methods for details of parameters). Middle panel is summed PES (PEStotal) for all parameters. In the right panel, bar height
is the summed PEStotal from growth (DIV 10 and 14 timepoints) and stabilization (DIV 21 and 24 timepoints) phases. B. Plots are as in A, showing PES for wild-type cultures
maintained chronically in 50 mM D-APV. C. Plots are as in A, showing PES for Gria1/ cultures maintained in 50 mM D-APV throughout the experimental timecourse. D. Merged
summary plot showing PEStotal for all three perturbations.
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sition from the growth to stabilization phase (Fig. 3A, middle and
right panels). Therefore, Gria1/ exhibited a strong neuronal
network phenotype during the growth phase that was canalized
during the stabilization phase.
Since the NMDA receptor (NMDA-R) is well known to control
synaptic plasticity following changes in activity and regulates
AMPA-Rs (Luscher and Malenka, 2012), we reasoned that the
apparent canalization of the Gria1/ phenotype might be medi-
ated by this receptor. We tested this hypothesis by adding an
NMDA-R antagonist, D-()-2-Amino-5-phosphonopentanoic acid
(APV) to developing cultures. First, we characterized the effect of
chronic administration of APV on the development of WT activity
patterns. By DIV10 (after 3d exposure to APV) we observed a
marked impairment in burst pattern (CV IBI) and also increased
asynchronous non-burst spike ﬁring (Fig. 3B, Table S2), consistent
with previous reports using APV on MEA cultures (Keefer et al.,2001). Surprisingly however, these pharmacologically-induced
changes were also canalized as cultures matured (Corner et al.,
2005) (Fig. 3B, middle and right panels). Further, when we
applied APV to Gria1/ cultures, the phenotypic effect of combined
perturbation of NMDA-R and AMPA-R signalling did not prevent
canalization of the disruptions to network activity patterns
observed early in the development of Gria1/ cultures (Fig. 3C and
D).
These results suggest that developing neuronal networks may
have developmental plasticity mechanisms that reﬁne activity
patterns and that this mechanism can overcome genetic and
pharmacological perturbations. Moreover, our ﬁndings show these
canalization mechanisms are not only independent of the principal
glutamatergic synaptic plasticity mechanisms, but can overcome
disruption in these key mechanisms. We next asked if canalization
was observed for mutations in other types of genes by studying
cultures from mice carrying null mutations in six genes (Arhgap32/
Fig. 4. Developmental proﬁle of the Dlg2/ phenotype. Left panel, phenotypic effect size of network parameters in Dlg2/ cultures from 10 DIV to 24 DIV. Middle panel is the
summed phenotypic effect size (PEStotal) for all parameters. In the right panel, bar height is the summed PEStotal from growth (DIV 10 and 14 timepoints) and stabilization (DIV 21
and 24 timepoints) phases.
Fig. 5. Maturation of network activity patterns does not require recurrent activity
during development. A. Schematic of experimental design. Cultures were grown in
culture medium supplemented with tetrodotoxin (TTX; 1 mM) until 24-25DIV, when
TTX was washed out. Multielectrode array recordings were then made 2e4 h and 24 h
post-washout of TTX. B. Raster plot showing 60 s of activity from ﬁrst 10 electrodes
from a representative recording made 2 h following TTX washout. C. As in B, from a
recording made 24 h post TTX washout. D. Histogram of Total spikes following
washout of TTX at DIV 25, compared to untreated controls (*P < 0.05 Students t-test
with Welch's correction.) E. Burst pattern (CV of IBI) following washout of TTX at DIV
25, compared to untreated controls (*P < 0.05; **P < 0.01 Students t-test with Welch's
correction).
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SIPA1) representing other classes of proteins (Tables S1 and S2). We
found that the phenotypic effect of many of these mutations was
small (Arhgap32/GRIT, Dlg4/PSD95), or negligible (Dlg3/SAP102,
Gnb1/GNB1, Sipa1l1/SIPA1), probably due to compensatory gene
expression (Table S2). An interesting exception was Dlg2/PSD93,
which displayed signiﬁcant perturbations in most network pa-
rameters during the growth phase, but, as with Gria1 knockout and
NMDA-R blockade, almost complete canalization of these pheno-
types at maturity (Fig. 4 and Table S2).
Thus, those manipulations that had a major impact on network
properties during growth, also revealed a very strong capacity for
those deleterious effects to diminish with maturation.
Since the mice used in this study were on two different back-
grounds it was important that we tested for potential network
differences between these two strains of WT mice (C57BL/6J and
129S5). Interestingly, despite their widespread genomic differences
(Keane et al., 2011), we found no signiﬁcant differences between
network activity patterns from the two strains throughout their
development (Fig. S6).
An extensive body of literature shows neuronal activity shapes
the maturation of the mammalian nervous system (see Cooke and
Bear (2014); Whitt et al. (2014) for recent reviews). Although many
of these mechanisms require NMDA receptor function, which is
dispensable for canalization, we reasoned that activity throughout
development may be required for the networks to achieve their
optimum pattern of activity. We therefore eliminated spiking ac-
tivity during development by growing cultures in tetrodotoxin
(TTX) from DIV0 (Fig. 5A). Such cultures remained silent until TTX
was washed out at DIV24 (Fig. 5B and C). Within the ﬁrst four hours
following TTX washout, spike number was increased (P ¼ 0.022;
Fig. 5D) and ﬁring patterns showed an unexpectedly enhanced
regularity (Fig. 5E; P ¼ 0.016). At 24 h after TTX washout, total
spikes were signiﬁcantly reduced relative to untreated cultures
(Fig. 5D), but the temporal regularity of burst patterns remained
higher than in untreated cultures (Fig. 5E). These observations,
particularly in total spikes recorded, are likely reﬂective of antici-
pated homeostatic adaptations after chronic silencing of activity.
However, they also suggest that the stable ﬁring patterns observed
inmature cultures can largely be established in the absence of prior
recurrent network activity, implying that canalization of ﬁring
pattern perturbations is likely activity-independent. This principle
could be tested directly by characterizing the activity-dependence
of canalization of mutant network activity phenotypes, by
P. Charlesworth et al. / Neuropharmacology 100 (2016) 47e5554combining the genetic and pharmacological approaches presented
in this study.
Our study reveals a robust capacity for cultured neuronal net-
works to self-organize and develop synchronous ensemble burst
ﬁring in the face of perturbations. In line with developmental
canalization, where the system organizes in the face of perturba-
tion on a trajectory to its mature function, we observed resilience to
different kinds of genetic and pharmacological perturbations. In
contrast to homeostatic plasticity and synaptic plasticity, which
require AMPA, NMDA receptors and activity, we found that
blockade of Gria1 (a knockout mutation), NMDA receptor, sponta-
neous activity (pharmacological antagonists) as well as polygenic
genetic variation did not prevent circuits from developing to stable
ﬁring patterns by four weeks. These ﬁndings indicate that canali-
zation may operate as a form of plasticity in the nervous system.
As the pattern of spontaneous neuronal activity is thought to be
important for the development of neuronal connectivity (Kirkby
et al., 2013) canalization could help restore spontaneous activity
to its normal pattern and thus limit any deleterious changes in the
wiring of neural circuits. Furthermore, canalization could be
important for cognition because it would facilitate optimal trans-
mission of information; bursts are necessary to drive network ac-
tivity and precision of spike timing is required for synaptic
plasticity (Feldman Daniel, 2012). Neural network canalization
could therefore stabilize and normalize behaviours by modifying
the severity of phenotypes, keeping the complex brain functioning
in the face of mutation and developmental damage. Both heritable
and de novo mutations could be subject to canalization, which
would diminish the phenotype during the early postnatal devel-
opmental period. Studies in Drosophila show that unmasking of
canalized mutations exposes latent phenotypes (Rutherford and
Lindquist, 1998) raising the speculation that canalization of
disease-relevant genes during the development of the nervous
system may mask a vulnerability that can be later exposed.
A number of different mechanisms have been proposed to play a
role in canalization. Phenotypes caused by SNPs affecting protein
structure are canalized in Drosophila by the HSP90 chaperone
protein (Rutherford and Lindquist, 1998). Another general mecha-
nism is gene duplication, where redundant paralogs in gene fam-
ilies obscure phenotypes (Koonin, 2005). A third mechanism is the
robustness conferred by organization of molecular networks, such
as gene regulatory networks (Bergman and Siegal, 2003) or protein
interaction networks (Ideker and Sharan, 2008). Each of these
mechanisms are present in the postsynaptic proteome of
mammalian synapses (HSP90 (Collins et al., 2006), paralogs (Emes
et al., 2008), molecular networks (Pocklington et al., 2006)) and
upregulated prior to the onset of buffering in the stabilization phase
in cultured neurons (Valor et al., 2007). Since mutations change the
transcriptome of cells and hence their identity, it is possible that
there are changes in the populations of cell types in the mixed
cultures. Future studies manipulating these mechanisms at speciﬁc
times in development will be necessary to determine their role in
neuronal activity.
Acknowledgements
We thank K. Elsegood, D. Fricker and E. Tuck for technical
assistance; L. van der Lagemaat for programming assistance; andM.
Kopanitsa, T. O'Dell, M. A. Whittington, L. Smith and N. Skene for
helpful feedback on the manuscript. PC, AM, NHK and SGNG were
supported by the Wellcome Trust Genes to Cognition programme
and European Union programs (Project GENCODYS no. 241995,
Project EUROSPIN no. 242498 and Project SYNSYS no. 242167) and
SJE was supported by the CARMEN e-science project (www.carmen.
org.uk) funded by the EPSRC (EP/E002331/1).Appendix A. Supplementary data
Supplementary data related to this article can be found at http://
dx.doi.org/10.1016/j.neuropharm.2015.07.027.
References
Bergman, A., Siegal, M.L., 2003. Evolutionary capacitance as a general feature of
complex gene networks. Nature 424, 549e552.
Carpenter, A.E., Jones, T.R., Lamprecht, M.R., Clarke, C., Kang, I.H., Friman, O.,
Guertin, D.A., Chang, J.H., Lindquist, R.A., Moffat, J., Golland, P., Sabatini, D.M.,
2006. CellProﬁler: image analysis software for identifying and quantifying cell
phenotypes. Genome Biol. 7, R100.
Charlesworth, P., Cotterill, E., Morton, A., Grant, S.G., Eglen, S.J., 2015. Quantitative
differences in developmental proﬁles of spontaneous activity in cortical and
hippocampal cultures. Neural Dev. 10, 1.
Collins, M.O., Husi, H., Yu, L., Brandon, J.M., Anderson, C.N., Blackstock, W.P.,
Choudhary, J.S., Grant, S.G., 2006. Molecular characterization and comparison of
the components and multiprotein complexes in the postsynaptic proteome.
J. Neurochem. 97 (Suppl. 1), 16e23.
Cooke, S.F., Bear, M.F., 2014. How the mechanisms of long-term synaptic potentia-
tion and depression serve experience-dependent plasticity in primary visual
cortex. Philos. Trans. R. Soc. Lond. Ser. B Biol. Sci. 369, 20130284.
Corner, M.A., Baker, R.E., van Pelt, J., Wolters, P.S., 2005. Compensatory physiological
responses to chronic blockade of amino acid receptors during early develop-
ment in spontaneously active organotypic cerebral cortex explants cultured
in vitro. Prog. Brain Res. 147, 231e248.
Cuthbert, P.C., Stanford, L.E., Coba, M.P., Ainge, J.A., Fink, A.E., Opazo, P., Delgado, J.Y.,
Komiyama, N.H., O'Dell, T.J., Grant, S.G., 2007. Synapse-associated protein 102/
dlgh3 couples the NMDA receptor to speciﬁc plasticity pathways and learning
strategies. J. Neurosci. Off. J. Soc. Neurosci. 27, 2673e2682.
Deutscher, D., Meilijson, I., Kupiec, M., Ruppin, E., 2006. Multiple knockout analysis
of genetic robustness in the yeast metabolic network. Nat. Genet. 38, 993e998.
Emes, R.D., Pocklington, A.J., Anderson, C.N., Bayes, A., Collins, M.O., Vickers, C.A.,
Croning, M.D., Malik, B.R., Choudhary, J.S., Armstrong, J.D., Grant, S.G., 2008.
Evolutionary expansion and anatomical specialization of synapse proteome
complexity. Nat. Neurosci. 11, 799e806.
Eytan, D., Marom, S., 2006. Dynamics and effective topology underlying synchro-
nization in networks of cortical neurons. J. Neurosci. Off. J. Soc. Neurosci. 26,
8465e8476.
Feldman Daniel, E., 2012. The spike-timing dependence of plasticity. Neuron 75,
556e571.
Ideker, T., Sharan, R., 2008. Protein networks in disease. Genome Res. 18, 644e652.
Huganir, R.L., Nicoll, R.A., 2013. AMPARs and synaptic plasticity: the last 25 years.
Neuron 80, 704e717.
Kaufman, M., Reinartz, S., Ziv, N.E., 2014. Adaptation to prolonged neuromodulation
in cortical cultures: an invariable return to network synchrony. BMC Biol. 12, 83.
Keane, T.M., Goodstadt, L., Danecek, P., White, M.A., Wong, K., Yalcin, B., Heger, A.,
Agam, A., Slater, G., Goodson, M., Furlotte, N.A., Eskin, E., Nellaker, C.,
Whitley, H., Cleak, J., Janowitz, D., Hernandez-Pliego, P., Edwards, A.,
Belgard, T.G., Oliver, P.L., McIntyre, R.E., Bhomra, A., Nicod, J., Gan, X., Yuan, W.,
van der Weyden, L., Steward, C.A., Bala, S., Stalker, J., Mott, R., Durbin, R.,
Jackson, I.J., Czechanski, A., Guerra-Assuncao, J.A., Donahue, L.R., Reinholdt, L.G.,
Payseur, B.A., Ponting, C.P., Birney, E., Flint, J., Adams, D.J., 2011. Mouse genomic
variation and its effect on phenotypes and gene regulation. Nature 477,
289e294.
Keefer, E.W., Gramowski, A., Gross, G.W., 2001. NMDA receptor-dependent periodic
oscillations in cultured spinal cord networks. J. Neurophysiol. 86, 3030e3042.
Kirkby, L.A., Sack, G.S., Firl, A., Feller, M.B., 2013. A role for correlated spontaneous
activity in the assembly of neural circuits. Neuron 80, 1129e1144.
Koonin, E.V., 2005. Orthologs, paralogs, and evolutionary genomics. Annu. Rev.
Genet. 39, 309e338.
Luscher, C., Malenka, R.C., 2012. NMDA receptor-dependent long-term potentiation
and long-term depression (LTP/LTD). Cold Spring Harb. Perspect. Biol. 4.
MacLaren, E.J., Charlesworth, P., Coba, M.P., Grant, S.G., 2011. Knockdown of mental
disorder susceptibility genes disrupts neuronal network physiology in vitro.
Mol. Cell Neurosci. 47, 93e99.
Maisnier-Patin, S., Roth, J.R., Fredriksson, A., Nystrom, T., Berg, O.G., Andersson, D.I.,
2005. Genomic buffering mitigates the effects of deleterious mutations in
bacteria. Nat. Genet. 37, 1376e1379.
McGee, A.W., Topinka, J.R., Hashimoto, K., Petralia, R.S., Kakizawa, S., Kauer, F.W.,
Aguilera-Moreno, A., Wenthold, R.J., Kano, M., Bredt, D.S., 2001. PSD-93 knock-
out mice reveal that neuronal MAGUKs are not required for development or
function of parallel ﬁber synapses in cerebellum. J. Neurosci. Off. J. Soc. Neu-
rosci. 21, 3085e3091.
Migaud, M., Charlesworth, P., Dempster, M., Webster, L.C., Watabe, A.M.,
Makhinson, M., He, Y., Ramsay, M.F., Morris, R.G., Morrison, J.H., O'Dell, T.J.,
Grant, S.G., 1998. Enhanced long-term potentiation and impaired learning in
mice with mutant postsynaptic density-95 protein. Nature 396, 433e439.
Pocklington, A.J., Cumiskey, M., Armstrong, J.D., Grant, S.G., 2006. The proteomes of
neurotransmitter receptor complexes form modular networks with distributed
functionality underlying plasticity and behaviour. Mol. Syst. Biol. 2, 2006.0023.
Potter, S.M., DeMarse, T.B., 2001. A new approach to neural cell culture for long-
P. Charlesworth et al. / Neuropharmacology 100 (2016) 47e55 55term studies. J. Neurosci. Methods 110, 17e24.
R Core Team, 2014. R: a Language and Environment for Statistical Computing.
Rutherford, S.L., Lindquist, S., 1998. Hsp90 as a capacitor for morphological evolu-
tion. Nature 396, 336e342.
Siegal, M.L., Bergman, A., 2006. Canalization. In: Fox, C.W., Wolf, J.B. (Eds.), Evolu-
tionary Genetics: Concepts and Case Studies. Oxford University Press, Oxford.
Slomowitz, E., Styr, B., Vertkin, I., Milshtein-Parush, H., Nelken, I., Slutsky, M.,
Slutsky, I., 2015. Interplay between population ﬁring stability and single neuron
dynamics in hippocampal networks. eLife 4.
Sulem, P., Helgason, H., Oddson, A., Stefansson, H., Gudjonsson, S.A., Zink, F.,
Hjartarson, E., Sigurdsson, G.T., Jonasdottir, A., Jonasdottir, A., Sigurdsson, A.,
Magnusson, O.T., Kong, A., Helgason, A., Holm, H., Thorsteinsdottir, U.,
Masson, G., Gudbjartsson, D.F., 2015. Identiﬁcation of a large set of rare com-
plete human knockouts. Nat. Genet. 47, 448e452.
Valor, L.M., Charlesworth, P., Humphreys, L., Anderson, C.N., Grant, S.G., 2007.
Network activity-independent coordinated gene expression program for syn-
apse assembly. Proc. Natl. Acad. Sci. U. S. A. 104, 4658e4663.
Waddington, C.H., 1942. Canalization of development and the inheritance ofacquired characters. Nature 150, 563e565.
Wagner, A., 2000. Robustness against mutations in genetic networks of yeast. Nat.
Genet. 24, 355e361.
Whitt, J.L., Petrus, E., Lee, H.K., 2014. Experience-dependent homeostatic synaptic
plasticity in neocortex. Neuropharmacology 78, 45e54.
Wong, R.O., Meister, M., Shatz, C.J., 1993. Transient period of correlated bursting
activity during development of the mammalian retina. Neuron 11, 923e938.
Xue, Y., Chen, Y., Ayub, Q., Huang, N., Ball, E.V., Mort, M., Phillips, A.D., Shaw, K.,
Stenson, P.D., Cooper, D.N., Tyler-Smith, C., 2012. Deleterious- and disease-allele
prevalence in healthy individuals: insights from current predictions, mutation
databases, and population-scale resequencing. Am. J. Hum. Genet. 91,
1022e1032.
Zamanillo, D., Sprengel, R., Hvalby, O., Jensen, V., Burnashev, N., Rozov, A.,
Kaiser, K.M., Koster, H.J., Borchardt, T., Worley, P., Lubke, J., Frotscher, M.,
Kelly, P.H., Sommer, B., Andersen, P., Seeburg, P.H., Sakmann, B., 1999. Impor-
tance of AMPA receptors for hippocampal synaptic plasticity but not for spatial
learning. Science 284, 1805e1811.
